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PRELIMINARY AMENDMENT 

Attn: BoxDO/EO/US 
Commissioner for Patents 
Washington, D.C. 20231 

Dear Sir: 

Preliminary to examination of the subject application, please amend the above- 
identified application as follows: 

IN THE SPECIFICATION 

Page 1 , after the title, insert the following paragraph: 
"RELATED APPLICATIONS 

This application is a nationalization of PCT application PCT/JPO 1/05 096 filed 
June 15, 2001 . This application claims priority from the PCT application and Japan 
Application Serial No. 2000-180466 filed June 15, 2000. 
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IN THE CLAIMS 

Please amend the claims as follows: 

4. (Amended) The method according to Claim 1, wherein said autogenous 
regulatory factor is a butyrolactone autogenous regulatory factor. 

5. (Amended) The method according to Claim 1, wherein said autogenous 
regulatory factor is virginiae butanolide. 

6. (Amended) The method according to Claim 1 , wherein said gene 
expression inducing system is involved in a production of an antibiotic. 

7. (Amended) The method according to Claim 1 , wherein said gene 
expression inducing system is involved in a production of virginiamycin. 

8. (Amended) The method according to Claim 1, wherein said repressor 
gene is a bar A gene. 

9. (Amended) The method according to Claim 1 , wherein said repressor 
gene contains a region comprising a nucleotide sequence shown under SEQ ID NO: 1 . 

10. (Amended) The method according to Claim 1, wherein said repressor 
gene contains a region coding for an amino acid sequence shown under SEQ ID NO:2. 

1 1 . (Amended) The method according to Claim 1, wherein a promoter for 
said repressor gene is a plant promotor. 



13. (Amended) The method according to Claim 1, wherein a nucleotide 
sequence of said operator is derived from a bar A, barB or barX gene. 

14. (Amended) The method according to Claim 1 , wherein a nucleotide 
sequence of said operator is BARE-1, BARE-2 or BARE-3. 

15. (Amended) The method according to Claim 1 , wherein a nucleotide 
sequence of said operator is BARE-3. 

16. (Amended) The method according to Claim 1, wherein the nucleotide 
sequence of said operator contains a region comprising a nucleotide sequence shown 
under SEQ ID NO: 3. 

17. (Amended) The method according to Claim 1, wherein a promoter for 
said gene placed under the control of the operator is a plant promoter. 

19. (Amended) The method according to Claim 17, wherein said operator is 
disposed in at least one place in said plant promoter. 

20. (Amended) The method according to Claim 17, wherein said operator is 
disposed in at least one place in the vicinity of a site 3' downstream or in the vicinity of a 
site 5' upstream of a TATA box of said plant promoter. 
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2 1 . (Amended) The method according to Claim 1 7, wherein said operator is 
disposed, together with the TATA box of said plant promoter, in a manner shown under 
any of SEQ ID NO:4 through SEQ ID NO:7. 

22. (Amended) The method according to Claim 1 , wherein said gene placed 
under the control of the operator is a gene capable of providing the plant with fertility. 

23. (Amended) A plant transformed by the method according to Claim 1 . 

24. (Amended) Tobacco ( Nicotiana tabacum L.) transformed by the method 
according to Claim 1 . 

25. (Amended) A cultured plant cell transformed by the method according to 
Claim 1. 

26. (Amended) A cultured tobacco cell transformed by the method according 
to Claim 1 . 

(Amended) A cultured tobacco BY2 cell transformed by the method 
Claim 1. 

30. (Amended) The repressor gene according to Claim 28 wherein said 
repressor gene is a barA gene. 



27. 

according to 
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3 1 . (Amended) The repressor gene according to Claim 28 wherein said 
repressor gene contains a region comprising a nucleotide sequence shown under SEQ ID 
NO:l. 

32. (Amended) The repressor gene according to Claim 28 wherein said 
repressor gene contains a region coding for an amino acid sequence shown under SEQ ID 
NO:2. 

35. (Amended) The modified promoter according to Claim 33, wherein a 
nucleotide sequence of said operator is BARE-1, BARE-2 or BARE-3. 

36. (Amended) The modified promoter according to Claim 33, wherein the 
nucleotide sequence of said operator contains a region comprising a nucleotide sequence 
shown under SEQ ID NO:3. 

37. (Amended) The modified promoter according to Claim 33, wherein said 
operator is disposed, together with the TATA box of said plant promoter, in a manner 
shown under any of SEQ ID NO:4 through SEQ ID NO:7. 
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REMARKS 

The specification is amended to make record therein of the priorities claimed. The 
Claims are amended to reduce their number. 



Respectfully submitted, 




Reg. No. \9J95jJ 
Attorney for Applicants 



Date: gd^ 

BRINKS HOFER GILSON & LIONE 
P.O. Box 10395 
Chicago, Illinois 60610 
(312)321-4200 
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APPENDIX A 

Version With Markings to Show Changes Made 

CLAIMS 

4. (Amended) The method according to [any of] Claim[s] 1 [to 3], wherein 
said autogenous regulatory factor is a butyrolactone autogenous regulatory factor. 

5. (Amended) The method according to [any of] Claim[s] 1 [to 3], wherein 
said autogenous regulatory factor is virginiae butanolide. 

6. (Amended) The method according to [any of] Claim[s] 1 [to 5], wherein 
said gene expression inducing system is involved in a production of an antibiotic. 

7. (Amended) The method according to [any of] Claim[s] 1 [to 5], wherein 
said gene expression inducing system is involved in a production of virginiamycin. 

8. (Amended) The method according to [any of] Claim[s] 1 [to 7], wherein 
said repressor gene is a barA gene. 

9. (Amended) The method according to [any of] Claim[s] 1 [to 8], wherein 
said repressor gene contains a region comprising a nucleotide sequence shown under SEQ 
ID NO:l. 
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10. (Amended) The method according to [any of] Claim[s] 1 [to 9], wherein 
said repressor gene contains a region coding for an amino acid sequence shown under 
SEQIDNO:2. 

11. (Amended) The method according to [any of] Claim[s] 1 [to 10], 
wherein a promoter for said repressor gene is a plant promotor. 

13. (Amended) The method according to [any of] Claim[s] 1 [to 12], 
wherein a nucleotide sequence of said operator is derived from a barA, barB or barX 
gene. 

14. (Amended) The method according to [any of] Claim[s] 1 [to 12], 
wherein a nucleotide sequence of said operator is BARE-1, BARE-2 or BARE-3. 

15. (Amended) The method according to [any of] Claim[s] 1 [to 12], 
wherein a nucleotide sequence of said operator is BARE-3. 

16. (Amended) The method according to [any of] Claim[s] 1 [to 15], 
wherein the nucleotide sequence of said operator contains a region comprising a 
nucleotide sequence shown under SEQ ID NO:3. 

17. (Amended) The method according to [any of] Claim[s] 1 [to 16], 
wherein a promoter for said gene placed under the control of the operator is a plant 
promoter. 
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19. (Amended) The method according to Claim 17 [or 18], wherein said 
operator is disposed in at least one place in said plant promoter. 

20. (Amended) The method according to Claim 17 [or 18], wherein said 
operator is disposed in at least one place in the vicinity of a site 3 ' downstream or in the 
vicinity of a site 5 ' upstream of a TATA box of said plant promoter. 

21. (Amended) The method according to [any of] Claimfs] 17 [to 20], 
wherein said operator is disposed, together with the TATA box of said plant promoter, in 
a manner shown under any of SEQ ID NO:4 through SEQ ID NO:7. 

22. (Amended) The method according to [any of] Claim[s] 1 [to 21], 
wherein said gene placed under the control of the operator is a gene capable of providing 
the plant with fertility. 

23. (Amended) A plant transformed by the method according to [any of] 
Claim[s] 1 [to 22]. 

24. (Amended) Tobacco ( Nicotiana tabacum L.) transformed by the method 
according to [any of] Claim[s] 1 [to 22]. 

25. (Amended) A cultured plant cell transformed by the method according to 
[any of] Claim[s] 1 [to 22]. 
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26. (Amended) A cultured tobacco cell transformed by the method according 
to [any of] Claim[s] 1 [to 22]. 

27. (Amended) A cultured tobacco BY2 cell transformed by the method 
according to [any of] Claim[s] 1 [to 22]. 

30. (Amended) The repressor gene according to Claim 28 [or 29] wherein 
said repressor gene is a barA gene. 

3 1 . (Amended) The repressor gene according to [any of) Claim[s] 28 [to 30] 
wherein said repressor gene contains a region comprising a nucleotide sequence shown 
under SEQ IDNOrl. 

32. (Amended) The repressor gene according to [any of] Claimfs] 28 [to 3 1] 
wherein said repressor gene contains a region coding for an amino acid sequence shown 
under SEQ ID NO:2. 

35. (Amended) The modified promoter according to Claim 33 [or 34], 
wherein a nucleotide sequence of said operator is BARE-1, BARE-2 or BARE-3. 

36. (Amended) The modified promoter according to [any of] Claim[s] 33 [to 
35], wherein the nucleotide sequence of said operator contains a region comprising a 
nucleotide sequence shown under SEQ ID NO:3. 
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37. (Amended) The modified promoter according to [any of] Claim[s] 33 [to 
36], wherein said operator is disposed, together with the TATA box of said plant 
promoter, in a manner shown under any of SEQ ID NO:4 through SEQ ID NO:7. 
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Sequence Listing 

<110> Kaneka Corporation 

<120> Method of inducing gene expression in plant and plant treated thereby 



<130> T619. PBT-2 

<150> JP2000-180466 
<151> 2000-06-15 

<160> 11 

<210> 1 
<211> 699 
<212> DNA 

<213> Streptomyces virginiae 

<220> 

<221> CDS 

<222> (l) — (699) 

<300> 

<301> Okamoto, S. , Nakamura, K. , Nihira, T. and Yamada, Y. 

<302> Virginiae butanolide binding protein from Streptomyces virginiae. Evidence 

that VbrA is not the virginiae butanolide binding protein and reidentif ication 

of the true binding protein 

<303> The Journal of Biological Chemistry 

<304> 270 

<305> 20 

<306> 12319-12326 
<307> 1995-05-19 
<308> D32251 
<309> 1994-07-19 



<400> 1 

atg gca gtg cga cac gaa egg gtg gca gtg cga cag gaa egg gec gtc 
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Met Ala Val Arg His Glu Arg Val Ala Val Arg Gin Glu Arg Ala Val 
1 5 10 15 

cgc acg egg cag gcg ate gtg egg gca gee gee teg gtc ttc gac gag 96 
Arg Thr Arg Gin Ala lie Val Arg Ala Ala Ala Ser Val Phe Asp Glu 
20 25 30 

tac ggg ttc gag gee gee aca gtg gca gag ate etc teg egg gee teg 144 
Tyr Gly Phe Glu Ala Ala Thr Val Ala Glu He Leu Ser Arg Ala Ser 
35 40 45 

gtc acc aag ggc gcg atg tac ttc cac ttc get tec aag gaa gag ctg 192 
Val Thr Lys Gly Ala Met Tyr Phe His Phe Ala Ser Lys Glu Glu Leu 
50 55 60 

gec cgc ggc gtg ctg gee gag cag acc ctg cac gtg gcg gtg ccg gaa 240 
Ala Arg Gly Val Leu Ala Glu Gin Thr Leu His Val Ala Val Pro Glu 
65 70 75 80 

tec ggc tec aag gcg cag gaa ctg gta gac etc acc atg ctg gtc gec 288 
Ser Gly Ser Lys Ala Gin Glu Leu Val Asp Leu Thr Met Leu Val Ala 
85 90 95 

cac ggc atg ctg cac gat ccg ate ctg egg gcg ggc acg egg etc gca 336 
His Gly Met Leu His Asp Pro He Leu Arg Ala Gly Thr Arg Leu Ala 
100 105 110 

ctg gac cag ggg gcg gtg gac ttc tec gac gec aac ccg ttc ggc gag 384 
Leu Asp Gin Gly Ala Val Asp Phe Ser Asp Ala Asn Pro Phe Gly Glu 
115 120 125 

tgg ggc gac ate tgc gec cag etc ctg gcg gag gca cag gaa egg ggg 432 
Trp Gly Asp He Cys Ala Gin Leu Leu Ala Glu Ala Gin Glu Arg Gly 
130 135 140 

gag gtg ctt ccg cac gtg aac ccg aaa aag acc ggc gac ttc ate gtc 480 
Glu Val Leu Pro His Val Asn Pro Lys Lys Thr Gly Asp Phe He Val 
145 150 155 160 
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ggc tgc ttc acc ggg etc cag gcg gtc tec egg gtc acc tec gac cgc 528 

Gly Cys Phe Thr Gly Leu Gin Ala Val Ser Arg Val Thr Ser Asp Arg 

165 170 175 

cag gac etc ggc cac egg ate teg gtg atg tgg aac cac gtg ctg ccc 576 

Gin Asp Leu Gly His Arg He Ser Val Met Trp Asn His Val Leu Pro 
180 185 190 



age ate gtg ccg gcg tec atg ctg acc tgg ate gaa acc ggc gag gag 624 
Ser He Val Pro Ala Ser Met Leu Thr Trp He Glu Thr Gly Glu Glu 
195 200 205 

egg ate ggg aag gtc gcg gcg gcg gee gag gee gee gag get gcg gag 672 
Arg He Gly Lys Val Ala Ala Ala Ala Glu Ala Ala Glu Ala Ala Glu 
210 215 220 

gee tec gag gee gee tec gac gag tag 699 

Ala Ser Glu Ala Ala Ser Asp Glu 

225 230 235 

<210> 2 
<211> 232 
<212> PRT 

<213> Streptomyces virginiae 
<400> 2 

Met Ala Val Arg His Glu Arg Val Ala Val Arg Gin Glu Arg Ala Val 
15 10 15 

Arg Thr Arg Gin Ala He Val Arg Ala Ala Ala Ser Val Phe Asp Glu 
20 25 30 

Tyr Gly Phe Glu Ala Ala Thr Val Ala Glu He Leu Ser Arg Ala Ser 
35 40 45 



Val Thr Lys Gly Ala Met Tyr Phe His Phe Ala Ser Lys Glu Glu Leu 
50 55 60 
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Ala Arg Gly Val Leu Ala Glu Gin Thr Leu His Val Ala Val Pro Glu 
65 70 75 80 

Ser Gly Ser Lys Ala Gin Glu Leu Val Asp Leu Thr Met Leu Val Ala 
85 90 95 

His Gly Met Leu His Asp Pro He Leu Arg Ala Gly Thr Arg Leu Ala 
100 105 110 

Leu Asp Gin Gly Ala Val Asp Phe Ser Asp Ala Asn Pro Phe Gly Glu 
115 120 125 

Trp Gly Asp lie Cys Ala Gin Leu Leu Ala Glu Ala Gin Glu Arg Gly 
130 135 140 

Glu Val Leu Pro His Val Asn Pro Lys Lys Thr Gly Asp Phe He Val 
145 150 155 160 

Gly Cys Phe Thr Gly Leu Gin Ala Val Ser Arg Val Thr Ser Asp Arg 
165 170 175 

Gin Asp Leu Gly His Arg He Ser Val Met Trp Asn His Val Leu Pro 
180 185 190 

Ser He Val Pro Ala Ser Met Leu Thr Trp lie Glu Thr Gly Glu Glu 
195 200 205 

Arg lie Gly Lys Val Ala Ala Ala Ala Glu Ala Ala Glu Ala Ala Glu 
210 215 220 

Ala Ser Glu Ala Ala Ser Asp Glu 

225 230 235 

<210> 3 
<211> 26 
<212> DNA 

<213> Streptomyces virginiae 
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<300> 

<301> Kinoshita, H. , Tsuji, T. , Ipposhi, H. , Nihira, T. and Yamada, Y. 

<302> Characterization of Binding Sequences for Butyrolactone Autoregulator 

Receptors in Streptomycetes 

<303> Journal of Bacteriology 

<304> 181 

<305> 16 

<306> 5075-5080 

<307> 1999-08 

<308> D32251 

<309> 1994-07-19 

<400> 3 

agatacatac caaccggttc ttttga 26 

<210> 4 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of the CaMV 35S promoter modified to contain the operator 
BARE- 3 element just downstream of its TATA~box 

<400> 4 

gatatctcca ctgacgtaag ggatgacgca caatcccact atccttcgca agacccttcc 60 
tctatataag agatacatac caaccggttc ttttgacggg ggactctaga 110 

<210> 5 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of the CaMV 35S promoter modified to contain the operator 
BARE-3 element just upstream of its TATA-box 
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<400> 5 

gatatctcca ctgacgtaag ggatgacgca caatcagata cataccaacc ggttcttttg 60 

actatataag gaagttcatt tcatttggag agaacacggg ggactctaga 110 

<210> 6 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of the CaMV 35S promoter modified to contain the operator 
BARE- 3 elements just downstream and upstream of its TATA-box 

<400> 6 

gatatctcca ctgacgtaag ggatgacgca caatcagata cataccaacc ggttcttttg 60 

actatataag agatacatac caaccggttc ttttgacggg ggactctaga 110 

<210> 7 
<211> 136 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of the CaMV 35S promoter modified to contain three of the 
operator BARE- 3 elements just downstream and upstream of its TATA-box 

<400> 7 

gatatctcca ctgacgtaag ggatgacgca caatcagata cataccaacc ggttcttttg 60 

actatataag agatacatac caaccggttc ttttgaagat acataccaac cggttctttt 120 

gacgggggac tctaga 136 

<210> 8 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of a backward primer containing the restriction enzyme 
BamH I recognition sequence for PCR amplification of the barA gene coding region 
to be cloned by cut with the enzyme 

<400> 8 

taggatccat aaatggcagt gcgacac 27 

<210> 9 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of a forward primer containing the restriction enzyme Sac 
I recognition sequence for PCR amplification of the barA gene coding region to 
be cloned by cut with the enzyme 

<400> 9 

tagagctcct actcgtcgga ggcggcc 27 

<210> 10 
<211> 67 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of one of paired oligo DNAs for construction of the 
modified CaMV 35S promoter containing three of the operator BARE-3 elements just 
downstream and upstream of its TATA~box 

<400> 10 

cggatatctc cactgacgta agggatgacg cacaatcaga tacataccaa ccggttcttt 60 



tgactat 67 
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<210> 11 
<211> 89 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed sequence of the other of paired oligo DNAs for construction of the 
modified CaMV 35S promoter containing three of the operator BARE-3 elements just 
downstream and upstream of its TATA-box 

<400> 11 

gctctagagt cccccgtcaa aagaaccggt tggtatgtat cttcaaaaga accggttggt 60 



atgtatctct tatatagtca aaagaaccg 89 



